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DECLARATION UNDER 37 C.F.R. 1.131 BY 
GARY S. GRAY, JERRY CARSON, KASHI JAVAHERIAN, PAUL D. RENNERT 

AND SANDRA SILVER 



Sir: 

We, Gary S. Gray, Jerry Carson, Kashi Javaherian, Paul D. Rennert And Sandra 
Silver declare: 



1 . We are the inventors of the subject matter described and claimed in the 
above-referenced patent application. 
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2 . Prior to July 11,1 994, the invention described and claimed in the above- 
referenced application was completed in this country, as evidenced by the following: 

A. Prior to July 1 1, 1994, we were in possession of a cloned CTLA4Ig molecule 
which was producing large amounts of active protein in CHO DG44 cells. 

Page A-l of Appendix A describes amino acid modifications to the Ig portion of 
the CTLA4Ig molecule. Deletion of the CH2 domain from yl and mutations to 
amino acids 235 and 237 in y4 are described. 

Page A-2 of Appendix A describes amplification of the mutated y4 Hinge-CH2- 
CH3 region and the cloning of the mutated y4 into pNRDSH/hCTLA4 to replace 
the existing yl Hinge-CH2-CH.3. 

Page A-3 of Appendix A describes a second method which involves the use of 
nested PCR to generate a mutated yl (having an L to A substitution at amino acid 
234, an L to E substitution at amino acid 235, and a G to A change at amino acid 
237) from hCTLA4Ig and the cloning of the mutated yl back into hCTLA4 
pNRDSH. 

Pages A-5 and A-6 show primers for use in making mutated forms of CTLA4Ig. 

The notebook pages submitted as pages A-l through A-7 of Appendix A 
demonstrate that we completed the claimed invention in this country prior to July 
11, 1994. 

B. In addition, as shown on page A-8 of Appendix A, prior to July 11, 1994, we 
demonstrated that mutated forms of CTLA4Ig effectively competed with 
biotinylated CTLA4-Ig for binding to B7. 

In the experiment presented at the bottom of the page B7Ig was put onto plates. 
Biotinylated CTLA4Ig was added to the plates in a fixed amount. Test forms of 
CTLA4Ig were added in serial dilutions to test for their ability to compete for 
binding to B7 on the plate. In this type of assay as the amount of an effective 
competitor is increased, the amount of biotinylated CTLA4Ig that binds 
decreases. This leads to a decrease in the optical density readout. Unlabelled 
CTLA4Ig (left row) was used as a positive control. 

The data show that samples #2, #3, and #4 (in rows 2, 4, and 5, respectively) 
effectively competed with unmodified CTLA4Ig for binding to B7. As indicated 
in the table in the middle of the page, sample 2 was oncoCTLA4-my4; sample 3 
was IgLCTLA4-yl; and sample 4 was IgLCTLA4-yl. 
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These data demonstrate that the modified CTLA4Ig molecules were still able to 
bind to B7. 

Each of the dates deleted from pages A-l through A-8 of Appendix A are prior to 
July 11, 1994. 

We have been warned that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under §1001 of Title 18 or the United States 
Code, and that such willful and false statements may jeopardize the validity of the subject 
application or any patent resulting therefrom, and declare that all statements made of our 
own knowledge are true and that all statements made on information and belief are 
believed to be true. 
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DECLARATION UNDER 37 C.RR. 1.131 BY 
GARY S. GRAY, JERRY CARSON, KASHI JAVAHERIAN, PAUL D. RENNERT 

AND SANDRA SILVER 



Sir: 

We, Gary S. Gray, Jerry Carson, Kashi Javaherian, Paul D. Rennert And Sandra 
Silver declare: 



1 . We are the inventors of the subject matter described and claimed in the 
above-referenced patent application. 
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2. Prior to July 1 1 , 1994, the invention described and claimed in the above- 
referenced application was completed in this country, as evidenced by the following: 

A. Prior to July 11, 1994, we were in possession of a cloned CTLA4Ig molecule 
which was producing large amounts of active protein in CHO DG44 cells. 

Page A-l of Appendix A describes amino acid modifications to the Ig portion of 
the CTLA4Ig molecule. Deletion of the CH2 domain from yl and mutations to 
amino acids 235 and 237 in y4 are described. 

Page A-2 of Appendix A describes amplification of the mutated y4 Hinge-CH2- 
io, CH3 region and the cloning of the mutated y4 into pNRDSH/hCTLA4 to replace 

3 the existing y 1 Hinge-CH 2 -CH 3 . 

3 

"U Page A-3 of Appendix A describes a second method which involves the use of 

3 nested PCR to generate a mutated yl (having an L to A substitution at amino acid 

234, an L to E substitution at amino acid 235, and a G to A change at amino acid 
237) from hCTLA4Ig and the cloning of the mutated yl back into hCTLA4 
pNRDSH. 

jjjj Pages A-5 and A-6 show primers for use in making mutated forms of CTLA4Ig. 
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The notebook pages submitted as pages A-l through A-7 of Appendix A 
demonstrate that we completed the claimed invention in this country prior to July 
11,1994. 

B. In addition, as shown on page A-8 of Appendix A, prior to July 11,1 994, we 
demonstrated that mutated forms of CTLA4Ig effectively competed with 
biotinylated CTLA4-Ig for binding to B7. 

In the experiment presented at the bottom of the page B7Ig was put onto plates. 
Biotinylated CTLA4Ig was added to the plates in a fixed amount. Test forms of 
CTLA4Ig were added in serial dilutions to test for their ability to compete for 
binding to B7 on the plate. In this type of assay as the amount of an effective 
competitor is increased, the amount of biotinylated CTLA4Ig that binds 
decreases. This leads to a decrease in the optical density readout. Unlabelled 
CTLA4Ig (left row) was used as a positive control. 

The data show that samples #2, #3, and #4 (in rows 2, 4, and 5, respectively) 
effectively competed with unmodified CTLA4Ig for binding to B7. As indicated 
in the table in the middle of the page, sample 2 was oncoCTLA4-my4; sample 3 
was IgLCTLA4-yl ; and sample 4 was IgLCTLA4-yl . 
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These data demonstrate that the modified CTLA4Ig molecules were still able to 
bind to B7. 

Each of the dates deleted from pages A-l through A-8 of Appendix A are prior to 
July 11, 1994. 

We have been warned that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under §1001 of Title 18 or the United States 
Code, and that such willful and false statements may jeopardize the validity of the subject 
application or any patent resulting therefrom, and declare that all statements made of our 
own knowledge are true and that all statements made on information and belief are 
believed to be true. 
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DECLARATION UNDER 37 C.F.R. 1.131 BY 
GARY S. GRAY, JERRY CARSON, KASHI JAVAHERIAN, PAUL D. RENNERT 

AND SANDRA SILVER 



Sir: 

We, Gary S. Gray, Jerry Carson, Kashi Javaherian, Paul D. Rennert And Sandra 
Silver declare: 



1 . We are the inventors of the subject matter described and claimed in the 
above-referenced patent application. 
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2. Prior to July 1 1 , 1994, the invention described and claimed in the above- 
referenced application was completed in this country, as evidenced by the following: 

A. Prior to July 11, 1994, we were in possession of a cloned CTLA4Ig molecule 
which was producing large amounts of active protein in CHO DG44 cells. 

Page A-l of Appendix A describes amino acid modifications to the Ig portion of 
the CTLA4Ig molecule. Deletion of the CH2 domain from yl and mutations to 
amino acids 235 and 237 in y4 are described. 

Page A-2 of Appendix A describes amplification of the mutated y4 Hinge-CH2- 
CH3 region and the cloning of the mutated y4 into pNRDSH/hCTLA4 to replace 
q the existing yl Hinge-CH2-CH3. 

O 

fy Page A-3 of Appendix A describes a second method which involves the use of 

H nested PCR to generate a mutated yl (having an L to A substitution at amino acid 

234, an L to E substitution at amino acid 235, and a G to A change at amino acid 
237) from hCTLA4Ig and the cloning of the mutated yl back into hCTLA4 
pNRDSH. 



m 



Pages A-5 and A-6 show primers for use in making mutated forms of CTLA4Ig. 

The notebook pages submitted as pages A-l through A-7 of Appendix A 
demonstrate that we completed the claimed invention in this country prior to July 
11, 1994. 

B. In addition, as shown on page A-8 of Appendix A, prior to July 11, 1994, we 
demonstrated that mutated forms of CTLA4Ig effectively competed with 
biotinylated CTLA4-Ig for binding to B7. 

In the experiment presented at the bottom of the page B7Ig was put onto plates. 
Biotinylated CTLA4Ig was added to the plates in a fixed amount. Test forms of 
CTLA4Ig were added in serial dilutions to test for their ability to compete for 
binding to B7 on the plate. In this type of assay as the amount of an effective 
competitor is increased, the amount of biotinylated CTLA4Ig that binds 
decreases. This leads to a decrease in the optical density readout. Unlabelled 
CTLA4Ig (left row) was used as a positive control. 

The data show that samples #2, #3, and #4 (in rows 2, 4, and 5, respectively) 
effectively competed with unmodified CTLA4Ig for binding to B7. As indicated 
in the table in the middle of the page, sample 2 was oncoCTLA4-my4; sample 3 
was IgLCTLA4-yl ; and sample 4 was IgLCTLA4-yl . 
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These data demonstrate that the modified CTLA4Ig molecules were still able to 
bind to B7. 

Each of the dates deleted from pages A-l through A-8 of Appendix A are prior to 
July 11, 1994. 

We have been warned that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under §1001 of Title 18 or the United States 
Code, and that such willful and false statements may jeopardize the validity of the subject 
application or any patent resulting therefrom, and declare that all statements made of our 
own knowledge are true and that all statements made on information and belief are 
believed to be true. 



m 



Date: . Signed: 

Gary S. Gray 



Date: Signed: 



Jerry Carson 



Date: Signed: 



Date: 3 Oc^of?^ 2c&/ Signed: 



Kashi Javaherian 




Paul D. Rennert 



Date: 



Signed: 

Sandra Silver 



Appendix A 





..- - — ----- - , u^-e^ 





^j2^UC^_, ift^^ y — i OJ 



^ B**&—/J35— 



Read ind u^derstoojJ by me «■« Date r 




It 



/.(. 




c 






Read and understood hv me 



Kead a 



Date 



9 





o 



t 



i 



14. 




^3S *_JE 

i3*~ ^ . 

^39-— q — > A 

Read and understood by rhe 



c^5 



Date 



4-4 

r 




O^o /JOT 



' J 



Read and understood by me Date 



3 



y 



5' ow rrr «r~^rc7f W rcc AAA 

% c r p 5 P s > ? 

* ^ © (5 (5 
S,^ <?*r /i/tf ^ A ^ 



J 




loot— 



Hi 



Read and understoci by me 



ry 

M 



"7= ® 



CA<- ArtA v^r v^-T OlA^T^Vn^ c P<_ 



3 =5 J 



— ~ ' _______ ~ ' ! ' » 1 

^ ^5- ' f^ f ^ £ * AAC 




1 

r 



Date 

Read and understood by me 



//// 



A -7 



L. L < * *> 
-ro or 9 4$ A Ccc < 



^ ^ } 7 ' ' 



$ (-sty 1 " < r <:: -^ c 




DNA SYNTHESIS REQUEST FORM 



REQUESTED BY 



-7— C- 




PROJECT CHARGEO . 
DATE REQUESTED . 



DATE REOUIREO- 
(NO ASAP) 



Hi 



i 

i 

3 



SEQUENCE NAME ^F A/VTrvv4 ^ " ^ ' 
6 7 



LENGTH. 



SEQUENCE: 



* — \ 



Re.. J and understood b . me 




Date 



I 



if** 



J(93 ~T maz e,yJh. 



DATE: 



.._/,_?_2: 

..A : .£3._ 



Dilutions !' 




r 



4 



0.404 0.078 0.060 0.063 0.1J4 0.1W 0.150 0J53 0.456 



J 1 



^7AJ A 
B 



0.119 



0.170 



O 



•0.209 



0.287 



0.390 



0.384 



0.425 



0.349 



0.412 



0.454 



0.649 



0.083 



0.096 



0.138 



0.157 



0.268 



0.279 



0.407 



0.083 



0-090 



0.104 



0.144 



0.158 



0.198 



0.462 



0.075 



0.078 



0.096 



0.122 



0.149 



0.183 



0.524 



0.128 



0.153 



0.199 



0.285 



0.369 



0.597 



0.147 



0.192 



0.237 



0.368 



0.496 



0.182 



0.173 



0.233 



0.282 



0.349 



0.425 



0.489 



0.291 



0.323 



0.446 



0.445 



0.549 



0J92 



0323 



0.343 



0.318 



0J598 



0J61 



0.415 



0.408 



0.424 





Read and understood by me 



Date 



IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



fy 



m 



In re the application of: Gary S. Gray, Jerry Carson, 
Kashi Javaherian, Paul D. Rennert and Sandra Silver 

^Serial No.: 09/227,595 

Filed: taary-Sr1-999~ ^SuJ^T 2$,*-°^ 
For: CTLA4-Cy4 Fusion Proteins (as amended) 
Attorney Docket No.: RPN-001 



Group Art Unit: 1642 
Examiner: Helms, L. 



Assistant Commissioner for Patents 
Washington, D.C. 20231 



(JJjLljL 



Certificate of First Cln?s Mailing (37 CFR4t8^) 




I hereby 
Service as — - - 

$n /*«W'^/^ Washington ' DC 20231 onthe date se y orthbelow 

f>/<**J*W ZD. TJdtn By 

Date of Signature and of Mail Deposit 



■ McgaiyEr Williams/ fcx/ry 
RcgbUaliuiiNu. 43,270 

icanis-^^ 



DECLARATION UNDER 37 C.F.R. 1.131 BY 
GARY S. GRAY, JERRY CARSON, KASHI JAVAHERIAN, PAUL D. RENNERT 

AND SANDRA SILVER 



Sir: 

We, Gary S. Gray, Jerry Carson, Kashi Javaherian, Paul D. Rennert And Sandra 
Silver declare: 



1 . We are the inventors of the subject matter described and claimed in the 
above-referenced patent application. 
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2. Prior to July 1 1 , 1 994, the invention described and claimed in the above- 
referenced application was completed in this country, as evidenced by the following: 

A. Prior to July 11, 1994, we were in possession of a cloned CTLA4Ig molecule 
which was producing large amounts of active protein in CHO DG44 cells. 

Page A-l of Appendix A describes amino acid modifications to the Ig portion of 
the CTLA4Ig molecule. Deletion of the CH-2 domain from yl and mutations to 
amino acids 235 and 237 in y4 are described. 

Page A-2 of Appendix A describes amplification of the mutated y4 Hinge-CH.2- 
CH3 region and the cloning of the mutated y4 into pNRDSH/hCTLA4 to replace 
the existing yl Hinge-CH2-CH3. 

Page A-3 of Appendix A describes a second method which involves the use of 
nested PCR to generate a mutated yl (having an L to A substitution at amino acid 
234, an L to E substitution at amino acid 235, and a G to A change at amino acid 
237) from hCTLA4Ig and the cloning of the mutated yl back into hCTLA4 
pNRDSH. 

Pages A-5 and A-6 show primers for use in making mutated forms of CTLA4Ig. 

The notebook pages submitted as pages A-l through A-7 of Appendix A 
demonstrate that we completed the claimed invention in this country prior to July 
11,1994. 

B. In addition, as shown on page A-8 of Appendix A, prior to July 11, 1994, we 
demonstrated that mutated forms of CTLA4Ig effectively competed with 
biotinylated CTLA4-Ig for binding to B7. 

In the experiment presented at the bottom of the page B7Ig was put onto plates. 
Biotinylated CTLA4Ig was added to the plates in a fixed amount. Test forms of 
CTLA4Ig were added in serial dilutions to test for their ability to compete for 
binding to B7 on the plate. In this type of assay as the amount of an effective 
competitor is increased, the amount of biotinylated CTLA4Ig that binds 
decreases. This leads to a decrease in the optical density readout. Unlabelled 
CTLA4Ig (left row) was used as a positive control. 

The data show that samples #2, #3, and #4 (in rows 2, 4, and 5, respectively) 
effectively competed with unmodified CTLA4Ig for binding to B7. As indicated 
in the table in the middle of the page, sample 2 was oncoCTLA4-my4; sample 3 
was IgLCTLA4-yl; and sample 4 was IgLCTLA4-yl. 
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These data demonstrate that the modified CTLA4Ig molecules were still able to 
bind to B7. 

Each of the dates deleted from pages A-l through A-8 of Appendix A are prior to 
July 11, 1994. 

We have been warned that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under §1001 of Title 18 or the United States 
Code, and that such willful and false statements may jeopardize the validity of the subject 
application or any patent resulting therefrom, and declare that all statements made of our 
own knowledge are true and that all statements made on information and belief are 
believed to be true. 
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